Quantitative determination of pertussis toxin-sensitive G proteins using [32P]ADP-ribosylation in human platelet membranes: negative correlation with ages.
The optimum condition to quantitate the [32P]ADP-ribosylation catalyzed by pertussis toxin (islet-activating protein, IAP) in human platelet membranes was investigated. Autoradiography indicated the incorporation of 32P into the band corresponding to the molecular weight of 40-41 kDa, which was augmented by the addition of GTP in the presence of 10 mM MgCl2. On the other hand, non-hydrolyzable GTP analogue, guanosine 5'-O-(3-thiotriphosphate) (GTP gamma S) enhanced the IAP-catalyzed [32P]ADP-ribosylation only in the absence of MgCl2. The amounts of IAP-catalyzed [32P]ADP-ribosylation in the presence of 100 microM GTP and 10 mM MgCl2 were linear in proportion to the protein concentrations within the limited range of protein concentrations, indicating that this simple quantitative method could be adequately used to evaluate the IAP-sensitive G proteins. Data from fifteen healthy volunteers (7 males and 8 females ranging 24 to 60 years old) indicate that the amounts of IAP-sensitive G proteins in platelet membranes are significantly negatively correlated with ages.